[Abstract] Mice are extremely powerful mammalian genetic model organisms for basic and medical research, but managing a colony of transgenic mice is time consuming and expensive, many times requiring the help of dedicated technicians. Slow and laborious genotyping procedures add to the hassle. Outsourcing is costly and may not be as fast as desired, especially when setting up time sensitive experiments. Ultrafast genotyping protocols often require real-time
11. 50 mM NaOH in dH 2 O (see Recipes) 12. 10 mM dNTP Mix (see Recipes) 13. 1x TAE buffer (see Recipes) 14. dNTP set 100 mM each A, C, G, T (GE Life Sciences, catalog number: 28406552) (see Recipes) 15. 0.3 M NaOAc in ddH 2 i. Allow debri to settle after digestion procedure in Part I.
ii. Transfer top 50 μl of solution into 1.5 ml tube(s). Avoid picking up debri.
iii. Add 50 μl of 0.3 M NaOAc in dH 2 O, mix by flicking tubes.
iv. Add 300 μl of 100% EtOH, mix by flicking tubes.
v. Incubate in -80 °C for 3 min.
vi. Centrifuge at 16,000 x g for 3 min.
vii. Dry pellet and resuspend in 50 μl dH 2 O or preferred buffer.
viii. DNA concentration can now be assessed by spectrophotometry.
w. Phenol/Chloroform DNA purification (stringent purification)
i. Allow debri to settle after digestion procedure in Part I.
ii. Transfer 50 μl of solution into 1.5 ml tube(s). Avoid picking up debri.
iii. Add 150 μl of 0.3 M NaOAc in dH 2 O, mix by flicking tubes.
http://www.bio-protocol.org/e244 v. Centrifuge at 16,000 x g for 5 min.
vi. Transfer 150 μl of top phase to new 1.5 ml tube.
vii. Add 450 μl of 100% EtOH.
viii. Place tubes in -80 °C for 3 min.
ix. Centrifuge at 16,000 x g for 3 min.
x. Remove supernatant without disturbing pellet.
xi. Add 1 ml of 75% EtOH and shake tube.
xii. Centrifuge at 16,000 x g for 3 min.
xiii. Dry pellet and resuspend in 50 μl dH 2 O or preferred buffer.
xiv. DNA concentration can now be assessed by spectrophotometry. Tip: PCR cycle number should be optimized to when a positive band for a given primer set can just be seen for a known heterozygous sample.
y. After gel run and imaging, differences in band intensity can be compared by eye or software, such as ImageJ.
Note: If a mouse is homozygous for a gene, the PCR band will be brighter than a sample from a mouse that is heterozygous for the gene.
Tip: PCR reaction using primers for native genes in the genome can be used as controls.
Recipes

50 mM NaOH in dH 2 O
Caution: NaOH (lye) solution is caustic! Wear gloves when handling.
10 mM dNTP Mix
Recommend making mix from dNTP Set 100 mM each A,C,G,T 
